from folding solution, run at pH 7.5. The peak at ~170 mL is purified apo-NP4; b) purified apo-NP4 run at pH 5.0; c) apo-NP4 with heme added; the first peak at ~140 mL was pure holo-NP4
(from 280 to 402 nm ratio R); the second peak is a mixture of apo-NP4, holo-NP4 monomer, and probably impurities; d) purified holo-NP4 at pH 7.5 (red) and 5.0 (black). Figure S3 . UV/vis spectrum of the first and second peak from the size exclusion chromatogram shown in Figure 2c . The spectrum and the ratio (the ratio R from the 280 nm to Soret peak) indicate pure holo-NP4 in the first peak. The protein from the second peak could be titrated with heme to a ratio of 3.2. Figure S4 . Plot of absorbance at 280 nm vs. retention volume on two HiPrep 26/60 Sephacryl S-100 size exclusion columns in series to improve the separation of pure holo-NP4 in the first peak (in pH 5 sodium acetate with 150 mM NaCl). This is NP4 with symmetric hemin. Fractions from the first peak are pooled, and the rest is concentrated, and in some cases titrated with more heme and loaded again to separate more holo-NP4. 
